The value of sentinel lymph node biopsy (SLNB) in post-neoadjuvant chemotherapy (NCT) patients is still controversial. We aimed to identify predictors and construct a nomogram for predicting the pathologically complete response (pCR) of axillary lymph nodes (ALNs) after NCT in node positive breast cancer patients. In total, 426 patients with pathologically proven ALN metastasis before NCT were enrolled, randomized 1:1 and divided into a training set and a validation set. We developed a nomogram based on independent predictors for ALN pCR identified by multivariate logistic regression as well as clinical significant predictors. The multivariate logistic regression analysis showed that hormone receptor (HR) status, human epidermal growth factor 2 (HER2) status and Ki67 index were independent predictors. The nomogram was thereby constructed by those independent predictors as well as tumor size and NCT regimens. The areas under the receiver operating characteristic curve of the training set and the validation set were 0.804 and 0.749, respectively. We constructed a nomogram for predicting ALN pCR in patients who received NCT. Our nomogram can improve risk stratification, accurately predict post-NCT ALN status and avoid unnecessary ALN dissection.
. Mastectomy together with routine axillary lymph node (ALN) dissection used to be the standard type of surgery for breast cancer patients 3 . However, the dissection of the ALN can cause several physical and psychological morbidities, including swelling, weakness and stiffness of the upper limb, pain and numbness in the axillary, and movement disorders of the shoulder girdle as well as damage to social functions 4, 5 . Sentinel lymph node biopsy (SLNB) is the alternative treatment to ALN dissection. Several randomized clinical trials showed that SLNB was associated with similar therapeutic effects as well as reduced arm morbidities (including edema and nerve injury) and a better quality of life compared with standard ALN dissection 6, 7 . The use of SLNB in patients after receiving NCT is still in doubt because chemotherapy can cause fibrosis of the lymphatic duct leading to the sentinel lymph nodes, thus interfering with the accuracy of SLNB 8 . Previous research demonstrated that the false negative rate (FNR) of biopsy proven node positive breast cancer patients who received SLNB post-NCT ranged from 5.1% to 25% [9] [10] [11] [12] . Therefore, performing SLNB post-NCT is controversial. However, none of the previous studies focused on screening node positive breast cancer patients who had a high probability of achieving ALN pathological complete response (pCR) or increasing the accuracy of SLNB post-NCT.
Our current research is intended to identify possible predictors and construct a nomogram for predicting pCR of ALN post-NCT among node positive breast cancer patients, which will increase the accuracy of SLNB post-NCT. In combination with SLNB and nomogram prediction, it may be possible for patients with a high probability of ALN pCR to avoid ALN dissection.
Treatment.
The patients in our cohort received an NCT regimen consisting of epirubicin + paclitaxel contained (E + P, include cyclophosphamide + epirubicin + 5-fluorouracil followed by paclitaxel as well as docetaxel + epirubicin) and PC (paclitaxel and carboplatin or paclitaxel and cisplatin) for a median of 4 cycles (range, 1-8 cycles). After 2007, trastuzumab (Herceptin, H) was recommended for HER2 positive patients combined with chemotherapy as the neoadjuvant therapy regimen.
Nomogram construction and validation.
To develop a well-calibrated nomogram for predicting the probability of pCR of the ALN, we performed univariate as well as multivariate logistic regression analyses to screen the fit predictors 16 . The correlation between clinicopathological variables and ALN pCR of overall population, training set and validation set were Variables that were statistically significant (P < 0.05) in the univariate logistic analysis in the training set were included in the multivariate logistic regression analysis, which was performed to screen independent predictors for ALN pCR. Independent predictors (P < 0.05 in the multivariate logistic regression analysis) as well as clinical significant predictors were included in the nomogram construction. The goodness of fit of the model was assessed by the Hosmer and Lemeshow test, and P > 0.05 indicated a good fit 17 . The odds ratios (ORs) and 95% confidence intervals (CIs) were also calculated.
Evaluating nomogram performance. The nomogram was validated internally in the training set and externally in the validation set. The internal validation was performed by a calibration method and the area under the receiver operating characteristic (ROC) curve (AUC). The external validation was performed by calculating the AUC. The calibration plot with bootstrapping was used to illustrate the association between the actual probability and the predicted probability 18 . The AUC ranged from 0 to 1, with 1 indicating perfect concordance, 0.5 indicating no better than chance, and 0 indicating discordance. Statistical differences between different AUCs were investigated by the DeLong method 19 . The diagnostic odds ratio was calculated to further evaluate the performance of the nomogram 20 . The diagnostic odds ratio ranges from 0 to infinity (higher values indicating better performance of a discriminatory test). A value of 1 means that a test does not discriminate between patients with the disorder and those without it 20 . All reported P values are two-sided. The statistical analysis was carried out using SPSS (version 20.0; SPSS Company, Chicago, IL) and R software version 3.13 (http://www.r-project.org). The R package with the rms, pROC, Hmisc, and ggplot2 (available at URL: http://cran.r-project.org/web/packages/) was used (last accessed on March 9, 2015). All relevant R code were shown in Supplementary material. Ethical approval. All the procedures followed were in accordance with the Helsinki Declaration (1964, amended in 1975, 1983, 1989, 1996 and 2000) of the World Medical Association. This study was approved by the Ethics Committee of FUSCC, and each participant signed an informed consent document.
Results
Patient characteristics. Among 1244 patients, 605 of them were pathologically confirmed ALN metastasis before NCT. After excluding 179 patients with incomplete relevant information, 426 eligible patients were included in the study (Fig. 1) . The 426 patients were randomized 1:1 and divided into a training set (N = 213) and a validation set (N = 213). The clinicopathological characteristics and the univariate logistic regression analysis of the total population, the training set and the validation set are shown in Table 1 . HER2 positive with H treated patients (P < 0.001) but not those without H treated (P = 0.361) had statistically significant higher probability of ALN pCR rate than HER2 negative patients (OR: 6.004 [95% CI: 3.256-11.072] vs 1). The axillary pCR rate of patients with high levels of Ki67 expression (Ki67 > 20%) was higher than that of patients with low levels of Ki67 expression (P < 0.001, OR = 2.627 [95% CI: 1.651-4.179] vs 1). Patients received PC regimen had statistically significant higher ALN pCR rate than those received E + P (P = 0.003, OR = 2.220 [95% CI: 1.320-3.735] vs 1). No significant difference in the axillary pCR rate was observed among patients with different NCT cycles (P = 0.341). Univariate analysis of the training set and the validation set showed similar results compared with patients in the total population.
Predictors for ALN pCR. Multivariate logistic regression analysis was performed to identify independent variables for predicting the pCR of the ALN post-NCT ( Table 2 ). Predictors that were statistically significant (P < 0.05) in the univariate logistic analysis (tumor size, Ki67, HR status, HER2 status and NCT regimens) were included in the multivariate logistic regression analysis. According to the results, HR positive patients (P < 0.001, OR = 0.162 [95% CI: 0.074-0.353]) were less likely to show ALN pCR than HR negative patients. In contrast, HER2 positive patients received H (P = 0.024, OR = 3.443 [95% CI: 1.178-10.060]) were more likely to show ALN pCR than HER2 negative patients, and patients with Ki67 > 20% (P = 0.037, OR = 2.258 [95% CI: 1.049-4.862]) were more likely to show ALN pCR than those with Ki67 ≤ 20%. Tumor size and NCT regimens were not significantly associated with ALN pCR.
Construction and Validation of the Nomogram. Independent predictors identified in the multivariate
logistic regression analysis (P < 0.05), including HR status, HER2 status and Ki67 index as well as tumor size and NCT regimens were utilized to construct the nomogram. The total points were summed up by the points of each variable (top plotting scale). The ALN pCR probability was subject to the total points (bottom plotting scale). The P-value for the Hosmer and Lemeshow test was 0.626, indicting a good fit to the model. The final nomogram is shown in Fig. 2 .
The calibration of the nomogram was performed internally by a calibration plot with bootstrap sampling (n = 1000) (Fig. 3) . Calibration plot of an accurate model may fall along the 45-degree line. Our bias-corrected curve was close to the ideal curve, which indicated that the nomogram was well calibrated.
Next, the ROC was performed to validate the nomogram internally in the training set ( Fig. 4A ) and externally in the validation set (Fig. 4B ). In the training set, the AUC was 0.804 (95% CI: 0.741-0.867). In the validation set. The AUC was 0.749 (95% CI: 0.679-0.819). The difference between two AUCs was not statistical significant (P = 0.253). These results illustrated that the predicted and observed ALN pCR probabilities were in good concordance, and the goodness of fit of the nomogram was favorable.
Values of sensitivity, specificity, and predictive values of the predicted probability at different cutoff values of the nomogram were shown in Supplementary material 2. Higher cutoff value resulted in the increasing of The Application of the Nomogram. To display the application of the nomogram, we took two pathologically proven node positive breast cancer patients who had received NCT as examples. The first patient's tumor size was T1 (75 points). Her HR status was negative (100 points), and her HER2 status was positive and she received H for treatment (75 points). Her Ki67 index was more than 20% (53 points). Her NCT regimen was PC (46 points). According to her total points (349 points), she had a high probability (> 0.9) of showing ALN pCR post-NCT, and her actual ALN status after NCT was pCR. The second patient's tumor size was T4 (0 points). Her HR status was negative (100 points), and her HER2 status was negative (0 points). Her Ki67 index was no more than 20% Table 1 . Clinicopathological characteristics and univariate logistic regression analysis of different variables predicting ALN pCR of the total population, the training set and the validatio set. Abbreviations: ALN, axillary lymph node; CI, confidence interval; E + P, epirubicin + paclitaxel contained; H, Herceptin; HR, hormone receptor; HER2, human epithelial growth factor receptor 2; NCT, neoadjuvant chemotherapy; OR, odds ratio; PC, paclitaxel and carboplatin or paclitaxel and cisplatin; pCR, pathological complete response.
(0 points). Her NCT regimen was E + P (0 points). According to her total points (100 points), she had a relatively low probability of reaching ALN pCR post-NCT (0.1-0.2), and her actual ALN status after NCT was not pCR.
Discussion
In our current research, we first randomized the population containing 426 pathologically proven ALN positive patients who received NCT into a training set and a validation set. Based on the multivariate logistic regression analysis, we identified independent variables for predicting the ALN pCR after NCT. Patients who were HR positive were less likely to show ALN pCR than those who were HR negative. Patients who were HER2 positive and reveived H were more likely to show ALN pCR than those who were HER2 negative, and patients with Ki67 > 20% were more likely to show ALN pCR than those with Ki67 ≤ 20%. Tumor size and NCT regimens did not showed statistically significance in the multivariate logistic regression analysis. Next, we constructed a nomogram on the basis of these predictors as well as clinical significant predictors (tumor size and NCT regimens). The AUCs of the ROCs in the training (internal validation) and validation sets (external validation) were 0.804 and 0.749, respectively. Table 2 . Multivariate logistic regression analysis of variables (P < 0.05 in univariate logistic regression analysis) predicting ALN pCR. Abbreviations: ALN, axillary lymph node; CI, confidence interval; E + P, epirubicin + paclitaxel contained; H, Herceptin; HR, hormone receptor; HER2, human epithelial growth factor receptor 2; NCT, neoadjuvant chemotherapy; OR, odds ratio; PC, paclitaxel and carboplatin or paclitaxel and cisplatin; pCR, pathological complete response. At present because of the lack of reliable diagnostic approaches to evaluate lymph node status after receiving NCT for pathologically proven node positive breast cancer patients 21 , the standard treatment for them is mastectomy together with ALN dissection. However, several previous studies concluded that the ALN dissection might cause physical complications, including numbness, weakness, pain, limb swelling and stiffness as well as psychological disorders 4, [22] [23] [24] [25] [26] . Consequently, it is of great importance to improve the accuracy of SLNB post-NCT and to avoid unnecessary ALN dissection.
According to our results, patients who were HR negative, HER2 positive and reveived H or had higher Ki67 expression were more likely to show ALN pCR than the other patients. Previous studies showed high concordance rates of receptor status (ER, PR and HER2) between primary and ALN metastatic lesions 27, 28 . Because we could not assess the expression of HR, HER2 or Ki67 in the ALN, we presumed that the expression of HR, HER2 and Ki67 in the primary tumor could be substituted for that in the ALN metastasis. The HR negative and HER2 positive patients had higher ALN pCR rates because HR negative and HER2 positive tumor cells are more sensitive to NCT [29] [30] [31] [32] . Alvarado et al. reported that HER2 positive patients had a higher rate of ALN pCR than HER2 negative patients, which was consistent with our data 33 . Schipper et al. enrolled 291 patients with clinically proven node positive breast cancer 34 . Similar to our study, their results showed that HR negative patients and HER2 positive patients were more likely to show ALN pCR than other patients. However, they did not perform the multivariate logistic regression analysis to identify independent variables for predicting the ALN pCR post-NCT. Ki67 is a proliferation marker, and it provides a quick method to evaluate the proportion of proliferating cells within a tumor (higher Ki67 levels indicate more proliferating cells) 35 . Previous research showed that patients with higher Ki67 levels showed higher frequencies of pCR 36 , which was consistent with our current research. The nomogram, a simple graphical prediction tool, allows oncologists to assess the predictive risk of individuals 37 . Another advantage of the nomogram that it is noninvasive. One previous study constructed a nomogram to predict ALN pCR among clinically proven node positive patients post-NCT 34 . The defect of that study was that it did not screen the predictors and perform the multivariate logistic regression analysis to identify independent variables for predicting the ALN pCR post-NCT. Moreover, the investigators did not perform an external validation of the model. The nomogram we constructed is concise (5 predictors) and powerful for predicting ALN pCR. It thus increases the accuracy of SLNB post-NC T and helps to assess the actual ALN status post-NCT. ACOSOG Z1071 trial reported that placing clips in suspicious nodes before NCT could decrease the FNR of SNB after NCT 9 . But clips of only half patients could be found in surgery so this technique was not recommended 9 . Previous investigators proposed that applying a dual agent mapping method together with removing more than 3 SLNs might minimize the FNR of SLNB post-NCT 9, 11, 12 . Recently, You et al. evaluated the diagnostic value of ultrasound, MRI and PET/CT for ALN metastases after NCT 38 . Combination of all three imaging tests showed highest sensitivity for the detection of positive ALN metastases.
Combined with our nomogram, the accuracy of SLNB post-NCT can be further improved. According to our nomogram, patients with high points were more likely to show ALN pCR. If their SLNB post-NCT showed no metastases in the lymph nodes, they could safely avoid receiving ALN dissection.
One major limitation of our study was that the design was a single-center retrospective analysis and we did not compare the predictive power of SLNB together with the nomogram with the SLNB alone because of the lack of data. In the future, two related randomized prospective clinical trials in progress may help to validate the nomogram. The first one is NCT01901094, which evaluates the efficacy of ALN dissection compared with ALN radiation therapy in ALN positive breast cancer patients convert to negative after NCT. The second one is NSABP B-51 (NCT01872975), which evaluates whether comprehensive radiation therapy in ALN after surgery may improve prognosis in ALN positive breast cancer patients convert to negative after NCT. Those researches will also investigate the survival benefits of avoiding ALN dissection for some patients.
